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In o r d e r to distinguish pathogenic f r o m nonpathogenic staphylococci a standardized coagulase t e s t is applied. Another t e s t is that of anaerobic mannitol fermentation. Despite these two procedures it would be advantageous in c a s e of doubt to make use of still another standard test. Shaw, Stitt and Cowan (1951) tested the reduction of methylene blue as a method f o r the differential diagnosis of pathogenic f r o m nonpathogenic staphylococci. The authors stated that pathogenic as well a s nonpathogenic staphylococci reduced methylene blue after 2 hours, s o they attributed no importance t o this test. On the other hand, Moreira-Jacob reported a t the *Addendum No. 3 to Minutes ot the second meeting (23rd July, 1966) of Subcommittee on Taxonomy of Staphylococci and Micrococci.
I N T E R N A T I O N A L J O U R N A L
VIth International C o n g r e s s on Microbiology in Rome that the reduction t e s t was a useful method f o r t h e differentiation of staphylococci. M o r e i r a -J a c o b determined the t i m e r eq u i r e d t o reduce methylene blue and s t a t e d that pathogenic staphylococci decolourized methylene blue m o r e quickly than nonpathogenic staphylococci. He used n o r m a l b r o t h as liquid m e d i u m . 
Our t e s t s of t h i
s r e s u l t have shown that t h e t i m e f o r r eduction l a r g e l y depends on the culture medium; glucosecontaining m e d i a a r e p a r t i c u l a r l y unsuitable. A definite r e s u l t of the reduction t i m e suitable f o r u s e in differential diagnosis s e e m e d only t o be possible by u s e of a s t a n d a r d medium.
Method. The s t r a i n s t o be t e s t e d w e r e inoculated on
t r yptone -yeas t -a g a r (Re commendations of Subcommittee, 1965) and incubated f o r 24 h o u r s a t 3 7°C . One loop f r o m this culture w a s t r a n s f e r r e d to 5 ml of the liquid s t a n d a r d medium and incubated f o r 24 h o u r s a t 37'C. They w e r e then cooled t o r o o m t e m p e r a t u r e and mixed with 0. 1 ml of a 1% aqueous methylene blue solution.
Immediately the tubes w e r e placed into a w a t e r bath of 3 7°C and examined f r equently t o d e t e r m i n e the t i m e f o r the complete decolourization of the methylene blue; a 3-5 mm blue ring on the s u rface of the culture w a s d i s r e g a r d e d in reading the r e s u l t s .
T h e r e w e r e t e s t e d 107 s t r a i n s of coagulase-positive s t aphylococci, 30 of coagulase-negative staphylococci, and 39 s t r a i n s of m i c r o c o c c i including 21 f r o m Dr. B a i r d -P a r k e r . R e s u l t s a r e shown in Table 1. All 107 s t r a i n s of coagulase positive staphylococci w e r e decolorized in 30 minutes; none of the 40 s t r a i n s of coagulase-negative staphylococci w e r e decolorized in 25 m i n u t e s , 2 in 30 minutes and all within 120 minutes. None of t h e 39 s t r a i n s of m i c r o c o c c i decolorized in l e s s than 50 m i n u t e s , and 3 4 did not decolorize in 120 minutes.
Using t h e standard medium, the methylene blue reduction m a y s e r v e a s a n additional technique f o r differentiating pathogenic staphylococci and c oagulas e -negative staphylococci as well as micrococci. Use of amido-blue-black instead of methylene blue as an indicator gave no useful results. The reaction time even with the addition of only 5 ml of a 0. 5% amido-blue-black solution to 1000 ml of medium was too slow. The colour change f r o m blue to violet even after 5 days incubation is of no use f o r characterizing coagulase-positive and -negative staphylococci o r micrococci. Amido-blue-black i s reduced within 5 days by 99 of 100 pathogenic staphylococci strains. However, 13 s t r a i n s of 40 coagylase-negative s t r a i n s and 2 micrococci s t r a i n s a l s o reduced amido-blue-black within this time.
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